Witts EC, Panetta KM, Miles GB. Glial-derived adenosine modulates spinal motor networks in mice. J Neurophysiol 107: 1925-1934, 2012. First published December 28, 2011 doi:10.1152/jn.00513.2011The activation of purinergic receptors modulates central pattern generators controlling rhythmic motor behaviors, including respiration in rodents and swimming in frog tadpoles. The present study aimed to determine whether purinergic signaling also modulates the mammalian locomotor central pattern generator. This was investigated by using isolated spinal cord preparations obtained from neonatal mice in which locomotor-related activity can be induced pharmacologically. The application of either ATP or adenosine led to a reduction in the frequency of locomotor activity recorded from ventral roots. ATP had no effect when applied in the presence of both the adenosine receptor antagonist theophylline and the ectonucleotidase inhibitor ARL67156, demonstrating that the effects of ATP application result from the breakdown of ATP to adenosine and subsequent activation of adenosine receptors. The application of theophylline or the A 1 -specific antagonist cyclopentyl dipropylxanthine, but not the A 2A -receptor antagonist SCH58261, caused an increase in locomotor burst frequency, demonstrating that endogenously derived adenosine activates A 1 receptors during locomotor network activity. Furthermore, theophylline had no effect in the presence of the ectonucleotidase inhibitor ARL67156 or the glial toxins methionine sulfoximine or ethyl fluoracetate, suggesting that endogenous adenosine is derived from ATP, which is released from glia. Finally, adenosine had no effect on slow rhythmic activity recorded upon blockade of all inhibitory transmission, suggesting that adenosine may act via the modulation of inhibitory transmission. Together, these data highlight endogenous purinergic gliotransmission, involving activation of A 1 receptors, as an important intrinsic modulatory system controlling the frequency of activity generated by spinal locomotor circuitry in mammals. spinal cord; motor control; neuromodulation
neurons and glia to act as a signaling molecule via binding to P2 receptors, which exist as two main subtypes, ionotropic P2X receptors and G protein-coupled metabotropic P2Y receptors (Burnstock 2007) . Adenosine, which is mainly derived from the ectonucleotidase-mediated hydrolysis of extracellular ATP, also acts as a signaling molecule via its binding to P1 receptors, of which there are four subtypes: A 1 , A 2A , A 2B , and A 3 (Burnstock 2007; Cunha 2001) . The downstream effects of P2-and P1-receptor activation are diverse and typically oppose each other. P2-receptor activation most often leads to neuronal excitation, while P1-receptor activation normally inhibits synaptic transmission and neuronal activity (Burnstock 2007) .
Data concerning a role for purines in the control of locomotion are limited to studies of Xenopus tadpoles, where ATP facilitates swimming by increasing the excitability of neurons within the locomotor CPG, most likely via the activation of P2Y receptors (Brown and Dale 2002; Dale and Gilday 1996) . In contrast, adenosine, most likely derived from the ectonucleotidase-mediated breakdown of ATP, reduces CPG excitability via the activation of A 1 receptors (Brown and Dale 2000; Dale and Gilday 1996) . Extracellular ATP levels, which are linked to activity, are highest at the beginning of locomotor episodes, while adenosine production is delayed by feed-forward inhibition of ectonucleotidases. Because of their opposing actions, a gradually changing balance between ATP and adenosine is thought to contribute to the run-down and eventual cessation of swimming in Xenopus tadpoles (Dale 1998; Dale and Gilday 1996) .
Although the role of purines in the control of mammalian locomotion remains to be addressed, purines have been shown to modulate mammalian respiration, another CPG-driven rhythmic motor behavior. In medullary slice preparations obtained from neonatal mice, ATP acts via P2Y receptors to increase the frequency of inspiratory-related activity recorded from motor nerve roots (Lorier et al. 2007 ). As in the tadpole locomotor system, adenosine-mediated inhibition appears to follow ATPmediated excitation of respiratory activity (Lorier et al. 2007 ). In addition, adenosine is reported to have a tonic depressive effect on the frequency of mammalian respiration, which appears strongest at fetal stages (Herlenius and Lagercrantz 1999; Huxtable et al. 2009; Kawai et al. 1995; Mironov et al. 1999; Schmidt et al. 1995) . Adding to growing evidence of an important role for purinergic gliotransmission in the modulation of neuronal networks ), glia cells appear to contribute to the ATP sensitivity of the respiratory CPG (Huxtable et al. 2010) , as well as central respiratory chemosensitivity (Gourine et al. 2010) . In addition to modulating the frequency of respiratory activity, purines also modulate the intensity of respiratory-related motor output. ATP excites both phrenic and hypoglossal motoneurons (Funk et al. 1997; Miles et al. 2002) , most likely via activation of P2X receptors, to in-crease their inspiratory-related output. This effect is again followed by inhibition thought to reflect the actions of adenosine derived from the breakdown of ATP.
Given the importance of purines in the control of tadpole locomotion and the demonstration that purines can modulate mammalian CPG networks, we aimed to determine whether purines also contribute to the control of mammalian locomotion via modulation of spinal locomotor networks. Using rhythmically active isolated mouse spinal cord preparations, we demonstrate that endogenous purines modulate the locomotor CPG. Furthermore, we provide evidence that this modulation involves gliotransmission.
METHODS
In vitro whole spinal cord preparation. All methods required to obtain tissue for in vitro experiments were conducted in accordance with the UK Animals (Scientific Procedures) Act 1986 and were reviewed and approved by the University of St. Andrews Animal Welfare and Ethics Committee. Spinal cord preparations were obtained from postnatal day 0 -5 C57BL/6 mice using techniques similar to those described previously (Jiang et al. 1999) . Briefly, animals were killed via cervical dislocation, decapitated, and eviscerated before spinal cords were isolated from the midcervical to upper sacral segments in a chamber containing artificial cerebrospinal fluid (aCSF; equilibrated with 95% oxygen, 5% carbon dioxide, ϳ4°C). Dorsal and ventral roots were trimmed, and the preparation was pinned ventral side up to Slygard resin in a recording chamber superfused with oxygenated aCSF, with a flow rate of 8 -10 ml/min.
Ventral root recordings. Glass suction electrodes were attached to the first or second lumbar (L 1 /L 2 ) ventral roots on both the left and right sides of isolated spinal cord preparations. N-methyl-D-aspartic acid (NMDA; 5 M), 5-hydroxytryptamine (5-HT; 10 M), and dopamine (DA; 50 M) were added to the aCSF to induce rhythmic, left-right alternating bursts of locomotor-related ventral root activity (Jiang et al. 1999; Miles et al. 2007 ).Tonic ventral root activity was first recorded several minutes after NMDA, 5-HT, and DA were applied. This was followed by irregular bursts of ventral root activity (variable burst amplitude, duration, and frequency). This irregular activity was gradually replaced by regular, left-right alternating, ventral root bursts. Locomotor-related activity was considered stable when the amplitude, duration, and frequency of bursts showed no observable changes over several minutes of recordings (also confirmed offline via time course plots of control data). Subsequent drug applications were performed after locomotor-related activity had been allowed to stabilize (ϳ1 h). All signals were amplified and filtered (30 -3,000 Hz) (Qjin Design, ON, Canada) before being acquired at 1 kHz using a Digidata 1440A A/D board and AxoScope software (version 7.0, Molecular Devices, Sunnyvale, CA). A subset of signals was also rectified and integrated (Qjin Design) before acquisition, such that both raw and rectified/integrated traces were recorded for each ventral root.
Data analysis. Data were analyzed offline using DataView software (courtesy of Dr. W. J. Heitler, University of St. Andrews). Integrated traces were used to detect locomotor bursts. The frequency and peak-to-peak amplitude of these bursts was then measured from raw traces. Unless otherwise stated in the RESULTS section, all sample sizes (n) refer to the number of preparations in which drugs were applied. For time course plots, mean values are presented normalized to control levels Ϯ SE to facilitate comparison between preparations. Time course plots were constructed from data averaged in 1-min time bins. Statistical comparisons between different experimental conditions were performed on raw data averaged over 10-min periods, and these data are presented in bar graph form. Differences in means were assessed from raw data using paired, two-tailed Student's t-tests (Microsoft Excel) or analysis of variance with Tukey post hoc tests (SPSS). Values of P Ͻ 0.05 were considered significant. The phase relationship between activity recorded from the left and right sides of the spinal cord was assessed using circular plots and Rayleigh's test for uniformity (Kjaerulff and Kiehn 1996; Zagoraiou et al. 2009 ) (statistiXL software, Nedlands, WA, Australia). In circular plots, the point labeled 0 represents the beginning of the locomotor cycle (defined as the onset of left ventral root activity). If left and right ventral root activity is out of phase and therefore appropriate alternation is present, left ventral root activity should terminate and right ventral root activity should begin near point 0.5 on the circle. The individual data points plotted around the circle represent the onset of individual locomotor bursts recorded from right ventral roots. Arrows point to the mean burst onset time, and their length represents the concentration of the data points around the mean.
Solution and drugs. The aCSF used for dissecting and recording contained the following (in mM): 127 NaCl, 3 KCl, 1.25 NaH 2 PO 4 , 1 MgCl 2 , 2 CaCl 2 , 26 NaHCO 3 , 10 glucose. The adenosine A 2A -receptor antagonist SCH58261 and the ectonucleotidase inhibitor ARL67156 were obtained from Tocris; all other drugs were obtained from Sigma-Aldrich, UK: NMDA, 5-HT, DA, adenosine, adenosine triphosphate disodium salt (ATP), theophylline (nonselective adenosine receptor antagonist), bicuculline (GABA A -receptor antagonist), strychnine (glycine receptor antagonist), picrotoxin (blocker of the GABA A -receptor chloride channel), glutamine, cyclopentyl dipropylxanthine (DPCPX; A 1 -receptor antagonist), fluoroacetate (FA; glial aconitase inhibitor), and methionine sulfoximine (MSO; glial-specific glutamine synthetase inhibitor). All drugs were made up fresh using aCSF, apart from bicuculline and strychnine, which were stored as frozen aliquots before their use.
RESULTS

Modulation of spinal locomotor networks by exogenously applied purines.
To determine whether activation of P2 (ATP) receptors modulates the activity of spinal motor networks controlling mammalian locomotion, we bath applied ATP at a variety of doses (10 M, n ϭ 3 preparations; 50 M, n ϭ 8; 75 M, n ϭ 5; 100 M, n ϭ 6; 150 M, n ϭ 4; duration 30 min) to isolated mouse spinal cord preparations while recording pharmacologically induced (5 M NMDA, 10 M 5-HT, 50 M DA) rhythmic, left-right alternating, locomotor-related activity from lumbar ventral roots. At doses of 75-150 M, application of ATP caused a significant decrease in the frequency of bursts of locomotor-related ventral root activity, while lower doses had no significant effect (Fig. 1, A, C , and E). The maximum effect of ATP on burst frequency was reached at a concentration of 100 M (24 Ϯ 4.9%, n ϭ 6; Fig.  1 , C and E). Locomotor burst frequency decreased gradually throughout the application of 75-150 M ATP, reaching a minimum toward the end of the drug application, before returning to control levels after drug washout (Fig. 1C) . At all doses utilized, ATP application had no significant effect on the amplitude of locomotor bursts (Fig. 1, A and D) . Circular plots were used to assess the degree of alternation between activity recorded from segmentally aligned left and right ventral roots in control conditions and in the presence of ATP. Rayleigh's test for uniformity (Kjaerulff and Kiehn 1996; Zagoraiou et al. 2009 ) was used to statistically analyze the phase relationships of at least 100 bursts during both control and drug conditions within individual spinal cord preparations. These analyses revealed that left-right coordination of locomotor activity remained in the presence of ATP (n ϭ 3 preparations; Fig. 1B ). Together these results indicate that exogenously applied ATP affects components of the CPG for locomotion to alter loco-motor frequency, but not the intensity of locomotor-related motoneuron output or the left-right coordination of motor activity.
Interestingly, a reduction in locomotor burst frequency contrasts the excitatory effects of ATP on the respiratory rhythm in mice (Lorier et al. 2007 ) and locomotor rhythm in Xenopus tadpoles (Dale and Gilday 1996) . However, in both of these systems, adenosine derived from the breakdown of ATP has inhibitory effects. We, therefore, hypothesized that the reduction in locomotor frequency and lack of any transient excitatory effects observed following the application of ATP might involve breakdown to adenosine and subsequent activation of adenosine receptors. We began investigating this by assessing the effects of exogenously applied adenosine, at a range of doses (10 M, n ϭ 3; 25 M, n ϭ 4; 50 M, n ϭ 5; 75 M, n ϭ 12; 100 M, n ϭ 3; 150 M, n ϭ 5; duration 30 min), on locomotor activity recorded from isolated spinal cord preparations. Similar to ATP, application of adenosine (25-100 M) caused a significant reduction in locomotor burst frequency, while lower doses had no significant effect (Fig. 2 , A, C, and E). The maximum effect of adenosine on burst frequency was reached at a concentration of 75 M (32 Ϯ 3.7%; n ϭ 12; Fig. 2 
, C and E).
At all doses utilized, adenosine had no significant effect on burst amplitude (Fig. 2, A and D) . Left-right alternation, assessed via the analysis of at least 100 locomotor bursts under each experimental condition, within three different preparations, also remained intact in the presence of adenosine (75 M; Fig. 2B ). The effects of adenosine on locomotor bursts followed a faster time course than those mediated by ATP. The effect of adenosine (75 M) plateaued ϳ7 min after drug application, while the maximum effect of ATP (100 M) occurred ϳ18 min after the drug was applied (Fig. 2C vs. Fig. 1C ).
These data demonstrate that activation of adenosine receptors modulates components of the spinal locomotor CPG to regulate locomotor frequency. Furthermore, given that applications of adenosine and ATP both led to a decrease in locomotor frequency and that the effects of ATP had a slower time course than those of adenosine, it seemed likely that ATP-mediated effects reflect the breakdown of ATP to adenosine and subsequent activation of adenosine receptors. To test this further, we applied ATP (100 M) in the presence of the general adenosine receptor antagonist theophylline (20 M). When adenosine receptors were blocked by theophylline, ATP had no significant effect on locomotor burst frequency (n ϭ 6; 3, A and B) . In addition, when the ectonucleotidase inhibitor ARL67156 was applied to reduce ATP breakdown, ATP still had no effect on locomotor activity (n ϭ 6; Fig. 3 , C and D). Thus adenosine, rather than ATP, seems to be the primary purinergic modulator of the mammalian locomotor CPG.
To begin to elucidate the mechanisms by which adenosine receptor activation modulates the locomotor CPG, we next investigated whether adenosine affects excitatory or inhibitory components of spinal motor circuitry. Given that isolated spinal cord preparations can generate a motor rhythm in the absence of inhibition (Bracci et al. 1996; Taccola et al. 2004) , we investigated whether the modulatory actions of adenosine remain when inhibitory transmission is blocked. When NMDA (5 M), 5-HT (10 M), and DA (50 M) were applied in conjunction with blockers of inhibitory transmission (strych- nine, 1 M, and bicuculline, 10 M), we recorded slow, rhythmic bursts of synchronous activity from left and right lumbar ventral roots (Fig. 4A) . Application of adenosine (75 M; duration 30 min; n ϭ 8) had no significant effect on the rhythmic activity recorded under these conditions (Fig. 4,  A-C) . In addition to blocking GABAergic transmission, bicuculline has also been shown to affect the after-hyperpolarization (AHP); (Khawaled et al. 1999) . Thus the lack of an adenosine effect in the presence of bicuculline may suggest that adenosine modulates the AHP rather than inhibitory transmission. To control for this possibility, we substituted bicuculline with a blocker of the GABA A -receptor chloride channel, picrotoxin, which does not affect the AHP in spinal neurons (Pflieger et al. 2002) . Slow, rhythmic bursts of synchronous activity from left and right lumbar ventral roots was again observed in the presence of strychnine (1 M) and picrotoxin (60 M). In these preparations, adenosine still had no effect on locomotor frequency (n ϭ 4; data not shown). Together these data suggest that adenosine receptor activation affects the locomotor CPG by modulating inhibitory transmission or the activity of inhibitory interneurons.
Modulation of spinal locomotor networks by endogenously derived adenosine. Having demonstrated that the activation of adenosine receptors by exogenous adenosine can modulate the mammalian locomotor CPG, we next assessed whether endogenously released adenosine contributes to the control of the locomotor CPG. This was investigated by observing the effects of adenosine receptor antagonists on locomotor activity recorded from isolated spinal cord preparations. We first examined the effects of the general adenosine receptor antagonist theophylline. Application of theophylline (20 M; duration 30 min) caused a significant increase in locomotor burst frequency (21 Ϯ 4.5%; n ϭ 6), which persisted throughout the drug application and reversed following drug washout (Fig. 5, A and B) . Theophylline had no significant effect on burst amplitude, and left-right coordination remained in the presence of the drug (data not shown; n ϭ 6).
Next, we assessed the actions of antagonists specific for the two adenosine receptor subtypes most prevalent in the central nervous system (CNS) (A 1 and A 2A ; Cunha 2001) . Bath application of the selective A 1 -receptor antagonist DPCPX (50 M; duration 30 min) caused a significant increase in locomotor burst frequency (22 Ϯ 1.7%; n ϭ 6), which persisted throughout the drug application and reversed following drug washout (Fig. 5, C and D) . The magnitude of the effects of DPCPX and theophylline was very similar, suggesting that adenosine-mediated modulation of locomotor activity primarily involves A 1 receptors. To test this further, we next applied theophylline (20 M) in the presence of DPCPX (50 M). When A 1 receptors were blocked by DPCPX, theophylline had no significant effect (n ϭ 6; Fig. 5D ), confirming that endogenous adenosine primarily acts via A 1 receptors. Furthermore, although theophylline has nonspecific effects [for example on phosphodiesterases (Banner and Page 1995) and internal calcium stores (Munakata and Akaike 1994) ], these data demonstrate that the actions of theophylline on locomotor frequency are specific to the blockade of adenosine receptors. We next went on to test whether there was any involvement of A 2A receptors using the A 2A -specific antagonist SCH58261. Application of SCH58261 (25 M, duration 30 min) had no significant effect on locomotor burst frequency (n ϭ 6; Fig. 5, E and  F) . The subsequent addition of theophylline (20 M), in the presence of SCH58261, led to a significant increase in burst frequency (24 Ϯ 3.7%; n ϭ 6; Fig. 5F ). Together these data reveal that release of adenosine from endogenous sources within the spinal cord regulates the frequency of on-going locomotor activity. Furthermore, the effects of endogenous adenosine appear to be primarily mediated by A 1 -receptor activation.
Glia as a source of neuromodulatory adenosine. Next, we sought to determine the source of endogenous adenosine, which modulates the spinal locomotor network. Extracellular adenosine is thought to be primarily derived from the enzymatic breakdown of extracellular ATP (Cunha 2001) , which can be released from either neurons or glia via exocytosis (Burnstock 2007) . Given the established link between purinergic signaling and glia within mammalian respiratory control networks (Gourine et al. 2010; Huxtable et al. 2010) , we hypothesized that ATP is released from glia, then converted to adenosine, which, in turn, modulates components of the spinal locomotor network. We first examined whether inhibition of ATP breakdown removes the endogenous modulatory actions of adenosine. Bath application of the ectonucleotidase inhibitor ARL67156 (50 M) caused a significant increase in locomotor frequency (20 Ϯ 6.5%; n ϭ 9; Fig. 6A ). When theophylline (20 M) was subsequently applied in the presence of ARL67156, no further change in frequency was observed (n ϭ 9; Fig. 6A ). These data support that neuromodulatory adenosine is primarily derived from the breakdown of extracellular ATP.
Next, we investigated whether glial cells represent the primary source of extracellular ATP, which is converted to adenosine. We utilized two compounds that disturb glial cell function: the glialaconitase inhibitor FA (Fonnum et al. 1997) , and the glial-specific glutamine synthetase inhibitor MSO (Ronzio . Bath application of either FA (5 mM; n ϭ 6) or MSO (100 M; n ϭ 6) caused a gradual decline in both the amplitude and frequency of drug-induced locomotor activity (data not shown). Activity was disrupted after 30 min and eventually ceased after 120 min of FA or MSO application. Given that loss of glial function will perturb the glutamateglutamine cycle, we next attempted to recover locomotor activity using glutamine (1.5 mM). When FA or MSO was applied together with glutamine, stable locomotor activity, indistinguishable in pattern from the activity recorded without toxins, could be maintained for the duration of recordings (Fig.  6B) . Coapplications of FA or MSO with glutamine were associated with a significant increase in locomotor frequency (FA, 19 Ϯ 3.5%, n ϭ 6; MSO, 18 Ϯ 8.8%; n ϭ 6; Fig. 6, B-D) , which is likely to reflect increases in extracellular glutamate, but may also reflect the loss of gliotransmission. Once stable locomotor activity was obtained in the presence of FA or MSO and glutamine, we bath applied theophylline (20 M) to assess whether the effects of endogenous adenosine were blocked. Theophylline had no significant effect on locomotor activity in the presence of FA (Fig. 6 , B and C; n ϭ 6) or MSO ( Fig. 6D ; n ϭ 6), suggesting a lack of endogenous adenosine when glial function is perturbed. In a subset of experiments, we verified that theophylline increased locomotor activity in control conditions before the application of glial toxins (n ϭ 2, data not shown). We also assessed whether exogenously applied adenosine could modulate locomotor-related activity in the presence of glial toxins. When adenosine (75 M) was applied in the presence of MSO and glutamine, a rapid and significant reduction in locomotor frequency was observed (9 Ϯ 1.2%; n ϭ 6; data not shown). Although this reduction was smaller than that observed in the absence of glial toxins, it may represent an underestimation due to the gradual increase in locomotor frequency observed in the presence of MSO and glutamine (as seen in Fig. 6Di ), which continued during the application of adenosine. Together these data demonstrate that, most likely via the release of ATP, glia are involved in the production of endogenous adenosine, which modulates spinal locomotor networks.
DISCUSSION
Purines are known to modulate CPGs controlling Xenopus tadpole swimming (Dale and Gilday 1996) and mammalian respiration (Lorier et al. 2007 ). In the present study, we provide the first report of purinergic modulation of the mammalian locomotor CPG. We demonstrate that endogenous adenosine modulates the frequency of locomotor-related activity generated by spinal motor networks in mice. This neuromodulatory adenosine appears to derive from the breakdown of extracellular ATP, which is itself released by glial cells.
Previous work in Xenopus tadpoles and rodents suggest that the purines ATP and adenosine work in concert, with opposing effects, to modulate rhythmic motor patterns (Dale and Gilday 1996; Lorier et al. 2007 ). In tadpole swimming, ATP excites CPG neurons, leading to an increase in the frequency of rhythmic motor activity, while adenosine, derived from ATPbreakdown, then inhibits CPG neurons, causing a secondary slowing in motor rhythm (Dale and Gilday 1996) . Initial studies of the respiratory control network in rats indicated that purines have similar, biphasic effects on respiratory frequency, with ATP-mediated excitation preceding adenosine-mediated 
has no effect on locomotor activity. F: average frequency data also show no significant effect of SCH58261 on locomotor frequency, while the subsequent addition of theophylline (20 M) led to a significant increase in frequency (n ϭ 6). *Significantly different from control.
inhibition (Lorier et al. 2007 ). However, more recent studies suggest that purinergic modulation of the respiratory rhythm is complicated by species-specific ectonucleotidase expression, such that ATP-mediated excitation dominates in rats, while adenosine-mediated inhibition dominates in mice (Huxtable et al. 2009; Zwicker et al. 2011) . In the present study, we found no evidence of ATP-mediated modulation of spinal locomotor circuitry in mice, even when ATP breakdown was reduced using an ectonucleotidase inhibitor, and potentially opposing effects of adenosine receptor activation were blocked using a general adenosine receptor antagonist. Adenosine, therefore, appears to be the primary purinergic modulator of the mouse locomotor CPG. Although our findings contrast those of tadpole locomotion and rat respiration, adenosine-dominated modulation is consistent with studies of respiratory rhythm generation in mice and purinergic modulation in other regions of the CNS, including the hippocampus (Pascual et al. 2005; Zhang et al. 2003 ), retina (Newman 2003 , and cortex ).
The application of adenosine to isolated mouse spinal cord preparations demonstrated significant modulatory effects of this purine on rhythmic, locomotor-related output. Activation of adenosine receptors was associated with a rapid and persistent reduction in the frequency of locomotor activity. These data indicate that adenosine acts on neurons within the locomotor CPG, which are involved in controlling the frequency of rhythmic output from the network. In contrast, adenosine receptor activation had no effect on the amplitude of bursts of locomotor-related motoneuron output recorded from ventral roots. Thus adenosine does not appear to directly modulate the activity of motoneurons, which determine the intensity of motor output from the CNS. It should be noted, however, that adenosine has been shown to modulate N-type, high-voltageactivated Ca 2ϩ currents in cultured embryonic motoneurons (Mynlieff and Beam. 1994) . Data demonstrating modulatory effects of adenosine on interneurons involved in locomotor rhythm generation parallel findings in the mammalian respiratory system where activation of adenosine receptors within the rhythm generating pre-Bötzinger complex of the medulla also leads to a slowing in the frequency of respiratory activity (Lorier et al. 2007 ). However, in contrast to the locomotor system, adenosine also modulates the output of respiratory motoneurons to affect the intensity of respiratory-related motor output and the activation of respiratory muscles (Funk et al. 1997; Miles et al. 2002) .
We also found that applications of the general adenosine receptor antagonist theophylline led to an increase in the frequency of locomotor activity. These data demonstrate that spinally derived, endogenous adenosine modulates the locomotor CPG and highlight adenosine as an important intrinsic modulator of locomotor circuitry. By using adenosine receptor subtype-specific antagonists (DPCPX, A 1 ; SCH58261, A 2A ), we then established that the modulatory actions of endogenous adenosine predominantly result from activation of A 1 -type adenosine receptors. Consistent with a primary role for A 1 receptors in adenosinemediated modulation, significant expression of A 1 receptors has been reported throughout the rodent spinal cord, including in the ventral horn (Deuchars et al. 2001) .
In the present study, exogenously applied adenosine had no effect on the frequency of rhythmic activity recorded from , and washout. ARL increases burst frequency, while theophylline has no effect in the presence of ARL, indicating that breakdown of ATP is the primary source of adenosine. B: sample raw (top) and rectified/integrated (bottom) ventral root recordings in control, during coapplication of the glial toxin fluoroacetate (FA; 5 mM) and glutamine (1.5 mM), the addition of theophylline (20 M), and then washout. Ci: pooled time course data showing the frequency of locomotor activity during control, the application of FA and glutamine, addition of theophylline, and washout (n ϭ 6). Cii: averaged data of the final 10-min time periods from each condition (control; FA and glutamine; FA, glutamine and theophylline, washout). Di: pooled time course plot showing the frequency of locomotor activity during control, the application of methionine sulfoximine (MSO; 100 M) and glutamine, addition of theophylline, and washout (n ϭ 6). Dii: averaged data of the final 10-min time periods from each condition (control; MSO and glutamine; MSO, glutamine and theophylline, washout). Theophylline has no effect on the frequency of locomotor activity when applied in the presence of the glial toxins FA and MSO, suggesting that ATP is released from glia, then converted to adenosine to provide tonic P1-receptor mediated modulation of the locomotor CPG. *Significantly different from control. isolated spinal cord preparations in which inhibitory transmission was blocked. Despite indirect evidence supporting the involvement of common motor circuitry in the generation of disinhibited bursting and fictive locomotor activity (Bracci et al. 1996; Kiehn 2006) , it remains unknown whether the same populations of neurons underlie these two rhythmic outputs. Nevertheless, our data suggest a link between the activity of inhibitory interneurons and/or the strength of inhibitory transmission within spinal motor circuitry and the modulatory effects of adenosine on locomotor output. Given that endogenous adenosine reduces locomotor frequency without affecting left-right coordination (Fig. 2B) , adenosine may alter locomotor frequency by modulating ipsilaterally projecting inhibitory interneurons. Interestingly, the ablation or inactivation of the V1 class of ipsilaterally projecting inhibitory interneurons (Alvarez et al. 2005) leads to a decrease in the frequency of locomotor activity (Gosgnach et al. 2006) . Adenosine could, therefore, modulate locomotor activity by reducing the excitability of V1 interneurons or inhibiting their synaptic transmission. An alternative mechanism by which inhibition might be involved in adenosine-mediated modulation has been described in the hippocampus where GABA, released by inhibitory neurons, activates GABA B receptors on glial cells to simulate the release of ATP. Glial-derived ATP is then broken down to extracellular adenosine, which inhibits synaptic transmission (Serrano et al. 2006) . Similar mechanisms could contribute to adenosine-mediated modulation of spinal locomotor circuitry, since glycine-and GABA-activated currents have been observed in spinal glial cells (Pastor et al. 1995) . To provide more definitive information regarding the role of inhibitory transmission in adenosine-mediated modulation of spinal locomotor circuitry, and to identify the exact cellular mechanisms involved, future studies will need to focus on individual classes of inhibitory interneurons within the locomotor CPG. Such experiments will become more feasible with continued advances in the definition of distinct subclasses of ventral horn interneurons using developmental genetics (Goulding 2009; Kiehn et al. 2010) .
The primary source of extracellular adenosine is thought to be the breakdown of ATP by ectonucleotidases. However, adenosine may also be released directly from neurons and glial cells via equilibrative nucleoside transporters or possibly by exocytosis (Hamilton and Attwell 2010; Wall and Dale 2008) . In the present study, we sought to determine the source of the endogenous adenosine, which modulates spinal locomotor circuitry. In the presence of the ectonucleotidase inhibitor ARL67156, the general adenosine receptor antagonist theophylline had no effect on the frequency of locomotor activity. Thus, when ATP breakdown is reduced, endogenous adenosine-mediated modulation is lost, indicating that spinal neuromodulatory adenosine is derived from the breakdown of ATP. Next, we investigated the source of this ATP. ATP can be released by neurons, often as a cotransmitter (Burnstock 1995) and from glial cells, specifically astrocytes (Hamilton and Attwell 2010) . We utilized compounds that selectively interfere with glial function, commonly referred to as glial toxins, to probe involvement of glial cells in the purinergic modulation of spinal motor circuitry. The first of these was FA, which, via its toxic metabolite fluorocitrate, acts as a glial aconitase inhibitor, leading to accumulation of citrate and a reduction in the formation of glutamine and, of particular relevance to the present study, ATP (Fonnum et al. 1997) . We also utilized the glial toxin MSO, a glial glutamine synthetase enzyme inhibitor (Ronzio et al. 1969 ). Both of these glial toxins have been widely used to demonstrate the glial origin of purines and other signaling molecules and the role of glial cells in neuronal function (e.g., Clarke 1991; Fonnum et al. 1997; Huxtable et al. 2010; Zhang et al. 2003) .
In keeping with studies of respiratory rhythm-generating networks (Hülsmann et al. 2000; Huxtable et al. 2010) , we found that FA and MSO inhibited locomotor circuitry, such that rhythmic activity eventually ceased in the presence of glial toxins. Locomotor activity could, however, be rescued by the coapplication of glutamine, most likely because exogenous glutamine replaces the glial-derived glutamine that is normally taken up by neurons and converted to glutamate for subsequent release (Hülsmann et al. 2000) . In the presence of glial toxins (supplemented with glutamine), the adenosine receptor antagonist theophylline no longer affected locomotor activity. Thus glial toxins prevent the endogenous modulatory influence of adenosine, supporting that neuromodulatory adenosine is derived from ATP, which is released from glial cells.
It should be noted that FA and MSO have additional effects within the CNS that may not relate to their actions on glia. Such effects include increasing extracellular potassium levels (Largo et al. 1997) , effecting calcium chelation (Clarke 1991) , and causing glycogen deposition in cranial motoneurons (Young et al. 2005 ). In addition, although FA and MSO are primarily taken up by glial cells, they can also cross neuronal membranes (Hassel et al. 1992) . Studies in the rodent respiratory system have shown that FA depolarizes glia but not XII motoneurons (Hülsmann et al. 2000) , and that modulation of the respiratory rhythm by substance P, which is thought to act neuronally, remains intact in the presence of FA and MSO (Huxtable et al. 2010) . We found that adenosine could still modulate the locomotor network in the presence of glial toxins. Together, these data support the glial specificity of FA and MSO and suggest that the function of respiratory and locomotor networks is not substantially perturbed by the potential nonglial actions of these toxins.
Our data highlight purinergic gliotransmission as an important intrinsic modulatory system affecting spinal motor circuitry and add another level of complexity to the regulation of the mammalian locomotor CPG by supporting a role for nonneuronal cells. Purinergic gliotransmission, particularly that culminating in adenosine receptor activation, is emerging as an important mechanism for the control of neuronal networks throughout the brain, including those of the retina (Newman 2003), hippocampus (Pascual et al. 2005; Zhang et al. 2003) , and cortex . At the behavioral level, purinergic gliotransmission has recently been shown to be important in regulating sleep homeostasis Halassa et al. 2009 ). However, the exact stimuli that induce the release of purines from glia, the mechanisms of purine release, and the temporal relationship between purine release and neuronal activity remain unclear. In the case of the spinal locomotor CPG, tonic neuromodulation by adenosine may act as a negative feedback mechanism, limiting and stabilizing the frequency of locomotor-related output. Alternatively, given the demonstration that glial-derived adenosine contributes to activity-dependent heterosynaptic depression in hippocampal circuits (Pascual et al. 2005; Serrano et al. 2006 ), temporally dynamic control of adenosine levels within the spinal cord could help to reduce synaptic noise and ensure the synchronicity of neuronal components of the locomotor CPG. To fully understand the role of glial-derived adenosine in the control of spinal locomotor circuitry, it will be important to determine the exact stimuli that lead to purine release from glia and to study the activity patterns of glia during locomotion. Given the neuroprotective potential of adenosine (Cunha 2001) and the involvement of glial cells in neurodegenerative diseases, such as amyotrophic lateral sclerosis (Di Giorgio et al. 2007; Nagai et al. 2007 ), a greater understanding of glial and adenosine-mediated modulation is likely to benefit both our basic understanding of motor control and ultimately the treatment of diseases that affect motor systems.
